scein-conjugated goat anti-rabbit IgG (15 minutes) followed by two washes in PBS (5 minutes each). The processed cells were mounted with buffered glycerol (pH 7.2) and the cells were observed for fluorescence using narrow-band filters selective for fluoresceine. Normal rabbit serum controls were included.
Results

Affinities of Microsomal Leucine Aminopeptidase to Bestatin
The commercially available Leu-APm preparation was analyzed gel chromatographically under non-denaturing conditions and determined to consist only of one protein species which coincided with the enzyme activity ( Fig. 1 A, a and b) . Addition of 15 ,uM bestatin during the incubation of the gels in the presence of 300 ,uM Leu-NA, reduced the intensity of the staining of Leu-APm band by more than 90% ( Fig.  1 B, a 3 D) .
As shown in Fig. 3 
Discussion
Since the discovery by UMEZAWA, that low molecular weight protease inhibitors22) modulate the immune response5), detailed investigations were performed to elucidate their mode of action on cellular, subcellular and biochemical level (surveys: References 13, 11, 23). Among the 50 inhibitors of various enzymes discovered6), increasing interest was given to bestatin because of its potential use in human chemotherapy8). It is well established that bestatin, a potent inhibitor of isolated Leu-APm, Leu-APc and AP-B5,12), binds to the cell surface 24,15). Evidence is presented, indicating that Leu-AP and AP-B are also associated with the cell surface 4). Detailed biochemical studies revealed that it is the Leu-APs which are the target enzymes for bestatin 24,12). However, these enzymic studies were performed with Leu-NA, which is known not to be a special substrate for this group of enzymes25). Therefore, we applied in the present study immunological means (indirect immunofluorescence technique) to identify the cell surface bound AP. Antibodies, prepared against purified Leu-APm and AP-B, were determined to function mono-specifically with respect to the enzyme spectrum Leu-APm, Leu-APc and AP-B. In A was stained with Coomassie brilliant blue and B with Leu-Na/Fast Garnet GBC. contrast to an earlier report"), these antibodies caused no influence on enzymic activity of these enzymes. Using permeabilized L5178y cells fixed with ethanol, it was established that both Leu-APm and AP-B are almost homogeneously distributed intracellularly. Tracing enzyme activity in non-treated cells, fluorescence could be developed with anti-Leu-APm only; anti-AP-B failed to label the cells. Moreover it was demonstrated, that fluorescence after incubation with anti-Leu-APm is restricted to the cell surface. Therefore, it seems very probable that only Leu-APm is localized in detectable amounts on the cell surface.
In continuation of earlier biochemical approaches 12) it is now demonstrated, that radioactively labeled bestatin binds to the solubilized, cell surface bound AP. Electrophoresis studies revealed, that the relative mobilities of the enzyme activity and the bestatin-binding activity in the solubilized fraction are identical and correspond to that of Leu-APm. They differ from the Rf value of Leu-APc.
The conclusion, that the cell surface associated Leu-APm is the target enzyme for bestatin is additionally supported by a stoichiometric comparison (Table 1) . From earlier contributions, both the bestatin-binding capacity" as well as the cell surface AP activity 12) of a series of cells are known. Taking the facts, that firstly the isolated Leu-APm is chromatographically pure (this report), secondly the molecular weight of this enzyme is 280,00027) and thirdly the specific activity for Leu-APm is 5.8 ,umoles/mg x minutes 12) into consideration, almost congruent values for the number of bestatin binding sites and of Leu-APm molecules are calculated. This intriguing correlation, together with the biochemical and immunochemical data strongly suggest, that the influence of bestatin on cell metabolism is initially caused by the binding to the cell surface associated Leu-APm. 
